Campylobacter hyointestinalis is an emerging pathogen currently divided in two subspecies: C. 
89
C. hyointestinalis is currently divided in two subspecies, namely C. hyointestinalis subsp. lawsonii and
90
C. hyointestinalis subsp. hyointestinalis, based on genetic and phenotypic traits 9, 10 . While C. hyointestinalis 91 subsp. hyointestinalis has a broad host range, C. hyointestinalis subsp. lawsonii is restricted to pigs. Some 92 pioneering studies at both genetic and protein levels have suggested that C. hyointestinalis harbors even further 93 intra-species diversity 11-13 which could facilitate its adaptation to diverse hosts and environments. However, 94 these observations remain to be assessed at higher resolution due to the lack of available genomic data for both 95 subspecies, so the evolutionary forces driving its genetic and ecological distinction have not been explored at the 96 whole-genome level.
97
Here, we whole-genome sequenced 13 C. hyointestinalis subsp. hyointestinalis strains isolated from 98 healthy cattle and one strain isolated from a natural watercourse that were sampled on farms located around 99 Sherbrooke, Québec, Canada. By incorporating this information to the available genomes of both subspecies, we 100 performed a pangenome analysis to elucidate the main sources of molecular diversity in both subspecies and the 101 probable genetic mechanisms and functional characteristics that distinguish the host-restricted C. hyointestinalis 102 subsp. lawsonii from the generalist C. hyointestinalis subsp. hyointestinalis. Our work provides the first 103 comprehensive analysis of C. hyointestinalis subspecies at the pangenome level and will guide future efforts to 104 understand the patterns of host-associated evolution in emerging Campylobacter pathogens.
106

Results
107
By whole-genome sequencing 13 C. hyointestinalis subsp. hyointestinalis strains, we enlarged by 45% with greatest contribution to discriminate both subspecies, we found that genes involved in DNA replication, 
Methods
219
Sampling and bacterial isolation. Samples were collected as described previously. Briefly, cattle feces samples 220 were transported in Enteric Plus medium (Meridian Bioscience Inc, Ohio, USA) and processed on the same day.
221
About 1-2 g of each fecal sample were transferred to 25 ml of Preston selective enrichment broth (Oxoid,   222 Nepean, Ontario, Canada) and incubated 3-4 h at 37º C and then transferred to 42º C and incubated for 48 h.
223
After incubation, 20 μl were streaked on a Karmali plate (Oxoid) and incubated at 42º C for 48 h. For 224 environmental water, 3000 ml of water were collected and transported on ice to the laboratory, held at 4ºC and 1982-1984 (1992 27. Seemann, T. Prokka: rapid prokaryotic genome annotation. Bioinformatics. 30, 2068-2069 (2014 
